Background: Colorectal cancer is the third most common malignancy worldwide and is one of the leading causes of cancer-related mortality. P120-catenin protein has been well known to exert anticancer effects in several malignant diseases. The aim of our study was to investigate the phosphorylation of p120-catenin in colon adenocarcinoma (CAC) and its association with prognosis, and its role in tumor progression. Methods: Immunohistochemical (IHC) staining was used to explore the existence of p120-catenin and its phosphorylation on tyrosine 228 (pY228-p120-catenin) in CAC samples. Overexpression and knockdown were achieved by transient transfection into SW480 cells using Lipofectamine 3000. CCK-8 and Matrigel-transwell assays were conducted to evaluate proliferation and invasion capacities, respectively. RT-qPCR and Western blotting were performed to analyze downstream signaling pathways. Chi-square test was used to analyze correlations between p120-catenin and clinicopathological characteristics. Univariate and multivariate analyses were used to identify independent prognostic factors. Results: Lower p120-catenin and pY228-p120-catenin levels were identified in CAC tissues and were both correlated with advanced tumor stage. Additionally, lower pY228-p120-catenin indicated poorer prognosis of CAC patients although p120-catenin showed little significance. Overexpression of p120-catenin suppressed SW480 cell proliferation and invasion via stabilizing E-cadherin and inhibiting RhoA activation. Phosphorylation of Y228 on p120-catenin by Src protein enhanced the anticancer effects of p120-catenin. Conclusion: P120-catenin and its phosphorylation on site Y228 play anticancer effects in colon adenocarcinoma via multiple signaling pathways. Hypophosphorylation of Y228 on p120-catenin in tumor tissues indicates poor clinical outcomes of colon adenocarcinoma patients.
Introduction
Colorectal cancer is the third most common malignancy worldwide and is one of the leading causes of cancer-related mortality 1 The incidence of colorectal cancer is increasing especially in Asian countries 2 The current therapy targeting colorectal cancer includes surgical resection, radiotherapy and chemotherapy 3 The early stage patients (TNM stage I-II) are considered with good prognosis with the 5-year overall survival more than 70% 4 Although the combined treatment improved clinical outcomes during the past decades, the prognosis for late stage patients (TNM stage III-IV) remains unsatisfied 5 Distant metastasis is the most critical prognosis factor resulting in unfavorable prognosis, and the current chemotherapies have little effect on metastatic colorectal cancer patients 6 Moreover, about 10-20% of early stage patients develop tumor recurrence or distant metastasis even underwent curative resection 7 Therefore, it is important to unravel mechanisms of colorectal cancer progression and develop biomarkers to identify high-risk patients for treatment evaluation. Cadherin and catenin family proteins play crucial roles in modulating epithelial-mesenchymal transition (EMT) process, which is a key event associated to cancer migration and invasion. 8 For example, E-cadherin is recognized as a suppressor in EMT and its depletion results in tumor progression including gastric cancer, colorectal cancer, ovarian cancer, etc. 9,10 P120-catenin is an armadillo catenin and is initially identified to interact with the cytoplasmic domain of E-cadherin 11 The interaction between p120-catenin and E-cadherin helps stabilizing E-cadherin and enhancing the intercellular adhesion 12 Besides E-cadherin, p120-catenin can interact with other components and participates in multiple cellular processes including cytoskeletal arrangement, intracellular signaling transduction, and protein transcription 13 The involvement of p120-catenin in several malignancies has been discovered in the past decades. 14, 15 For example, dysfunction or loss of p120-catenin expression has been identified in pancreatic cancer, esophageal cancer, prostate cancer, and lung cancer. [16] [17] [18] [19] Furthermore, low expression of p120-catenin is considered to correlate with poor cancer prognosis. However, the role of p120-catenin seems different in breast cancers on that it induces cancer metastasis 20 while another group reported its effect on repressing breast cancer progression 21 Therefore, its detailed function seems distinct depending on cancer types. Here in the current study, we explored the expression of p120-catenin and its phosphorylation level on site Tyrosine 228 (Tyr228 or Y228) in colon adenocarcinoma (CAC). We identified a significant decrease of p120-catenin in clinical tumor tissues, which was associated with advanced tumor stage. However, the prognostic effect of p120-catenin expression showed no statistical significance. In contrast, the phosphorylation of Tyr228 was an independent unfavorable prognostic factor according to our results. Additionally, we conducted cellular experiments by overexpressing p120-catenin and its mutants to investigate the underlying mechanisms, which confirmed the importance of Tyr228 in anticancer process. Furthermore, we identified Src protein as an upstream kinase on phosphorylating Tyr228 of p120-catenin. Our study provided evidence on the phosphorylating regulation of p120-catenin and its involvement in CAC progression.
Methods

Patients And Samples
This study was approved by the Ethics Committee of Linyi Central Hospital. Written informed consent was obtained from each patient or direct relatives. Furthermore, this study was conducted in accordance with the Declaration of Helsinki. A cohort of 104 CAC patients was retrospectively enrolled from patients who underwent primary surgical resection from June 2008 to June 2013 in our hospital. None of the patients received preoperative chemotherapy treatment and all diagnoses were based on pathological examination. Retrieved patients' information include age, gender, tumor location, tumor differentiation, tumor size (largest diameter), invasion depth (T stage), and TNM stage. We only chose the patients that survived more than 12 months after surgery to avoid extreme bias. The follow-up was completed in December 2017, with a median follow-up time of 57 months (range, 14-103 months). Overall survival (OS) was defined as the interval from the primary surgery to the date of death or the last follow-up.
Immunohistochemistry (IHC) And IHC Evaluation
IHC was performed using a standard ABC method as described by others. Briefly, embedded tissue samples were cut into 4-μm sections for deparaffinization. The slides were then undergoing antigen retrieve step, followed by treated with 3% hydrogen peroxide. After blocking the nonspecific antigens, slides were incubated with indicated antibodies (1:1000) or PBS (negative control). Sections were then counterstained with hematoxylin and analyzed independently by two pathologists.
The evaluation of IHC results was based on percentage of positive tumor cells. Positive percentage was scored as 1 (0-20% positive) or 2 (21-50% positive) or 3 (51-75% positive) or 4 (76-100% positive). The patients were then grouped into two subgroups based on the median IHC score. Patients with IHC score higher than 2 were grouped as high expression, while low expression was classified with IHC score no higher than 2.
Antibodies And Reagents
The anti-pY228-p120-catenin antibody was purchased from BD Bioscience (#612537). The anti-GTP-RhoA antibody was purchased from NewEast (#26904). The anti-p120-catenin (#59854), anti-snail (#3879), anti-c-myc (#9402), anti-Ecadherin (#14472), anti-β-actin (#4970), anti-RhoA (#2117), anti-ROCK1 (#4035), and anti-Src (#2109) antibodies were purchased from Cell Signaling Technology.
The full-length coding regions of human p120-catenin were cloned into pCDNA3.1 vector by Genephama (Shanghai, China), which was used for overexpressing p120-catenin in SW480 cells. The mutation of Y228F and Y228E was generated based on site-directed mutagenesis strategy by Genephama. The c-Src construct was purchased from Addgene (#42205). All plasmid constructs were verified by DNA sequencing. Knockdown of Src was achieved by using specific siRNA from Santa Cruz Biotechnology (#sc-29228).
Cell Culture And Transfection
The human CAC cell line SW480 was obtained from the American Type Culture Collection (Manassas, VA, USA). Cells were maintained in Dulbecco's modified Eagle's medium (DMEM) supplemented with 10% FBS and 1% penicillin (10,000 U/mL)/streptomycin (10 mg/mL) in a humidified atmosphere at 37°C with 5% CO 2 . Overexpression and siRNA-knockdown were performed with Lipofectamine 3000 reagent (Invitrogen, Carlsbad, CA, USA) following the manufacturer's procedure. The transfection efficiencies were verified by Western blot analyses.
Real Time-Quantitative PCR (RT-qPCR)
Total RNA was extracted from cultured cells using the TRIzol reagent (Life Technology, CA, USA) following the instructions. The cDNA template for quantitative real-time PCR was achieved by reverse transcription PCR. GAPDH was chosen as the normalization housekeeping gene. Comparative Ct method (ΔCt) was utilized to calculate the relative mRNA levels. The RNA differences were presented as fold changes compared with control groups. The sequences of primers are shown as followings:
GAPDH reverse, 5′-TCTACATGGCAACTGTGAGG AGG-3′.
Western Blot
Cellular lysates were achieved by resuspending cells in NP-40 lysis buffer containing protease inhibitors and phosphatase inhibitors. Extracted proteins were resolved by 12% SDS-PAGE. PVDF membranes were used for immunoblotting. The membranes were blocked with 5% nonfat milk at room temperature for at least 1 hr and subjected to incubation with primary antibodies at 4°C for overnight. The membranes were then incubated with the secondary antibody at room temperature for 1 hr on the following day. Electrogenerated chemiluminescence (ECL) imaging was finally performed with X-ray films and scanned. Data were semi-quantified using Image J Software and repeated for three times.
Proliferation Assay
To evaluate the effect of p120-catenin on SW480 cell proliferation, plasmid or siRNA transfected cells were seeded at 2×10 4 cells per well in a 96-well plate and cultured in DMEM. After culturing for 1, 2, 3, 4 days, cell proliferation was assessed by a Cell Counting Kit-8 (#CK04-500, Dojindo, Japan) according to the manufacturer's instructions. Briefly, 10 μL of CCK-8 reagent was added into each well and incubated for 4 hrs at 37°C. Absorbance at 450 nm was then measured by a microplate reader, and corresponding proliferation curves were plotted. All experiments were repeated for three times.
Invasion Assay
Invasion assays were performed using Transwell chambers (BD Biosciences, USA) pre-coated with of Matrigel (Becton Dickinson, San Jose, CA). Briefly, 1×10 5 cells
were re-seeded into the upper chamber and cultured in serum-free medium after cell adhesion. 20% fetal calf serum was added to the bottom chamber to induce cell invasion. After culturing the Matrigel-coated chambers at 37°C for 24 hrs, the invaded cells were observed by staining with 0.1% crystal violet for 15 mins under a light microscope. All experiments were repeated for three times.
Statistical Analysis
Statistical analyses were conducted by using the SPSS version 19.0 (IBM, New York, NY, USA). The association between the p120-catenin or pY228-p120-catenin level and clinical features were assessed by Chi-square test. The overall survival curves of colon cancer patients were plotted using the Kaplan-Meier analysis. Statistical analysis of independent prognostic factors was carried out with multivariate analysis model. Student's t-test was applied to analyze the results of cell experiments. P<0.05 was considered statistically significant.
Results
Patients Characteristics
The clinicopathologic features of all patients enrolled in this study are shown in Table 1 
Tissue Level Of P120-Catenin And Its Phosphorylation Level Of pY228
The expression of p120-catenin was tested by IHC in clinical tissues ( Figure 1A and B). Interestingly, low p120-catenin was correlated with larger tumor size (P<0.001) and advanced TNM stage (P=0.017, Table 1 ), indicating its tumor-suppressing role in CAC. Similarly, the phosphorylation level of Y228 on p120-catenin (pY228-p120-catenin) was also explored by IHC ( Figure 1C and D) . The correlations between pY228-p120-catenin and patients' clinicopathological characteristics were analyzed by Chi-square test (Table 2) . Accordingly, hypophosphorylation was correlated with larger tumor size (P=0.020) and advanced T stage (P=0.003). Moreover, patients with advanced TNM stages showed lower pY228-p120-catenin level (P=0.048), implying its possible role in CAC progression.
Prognostic Significance Of P120-Catenin And Its Phosphorylation On Y228
We next assessed the clinical significance of p120-catenin and pY228-p120-catenin by Kaplan-Meier survival test.
Although the total p120-catenin level showed no significant effect on the overall survival (P=0.559, Figure 1E ), its phosphorylation on Y228 was negatively correlated with the survival rate (P=0.005, Figure 1F ). Patients with higher pY228-p120-catenin level showed a longer overall survival time compared to those with lower phosphorylation level (88.8 ± 3.2 vs 74.0 ± 4.3 months). The effect of other clinical parameters was also analyzed by univariate analyses (Figure 2 ). Among the retrieved features, patients' age, tumor location, tumor differentiation, invasion depth, and TNM stages were all correlated with the clinical prognosis (Table 3) . Patients with larger tumor size also showed a poorer overall survival, although the difference was not statistically significant (P=0.057).
To better evaluate the role of pY228-p120-catenin in predicting CAC prognosis, we put all the factors with P<0.10 in Table 3 into a multivariate Cox regression model. According to the hazard regression, poor tumor differentiation and advanced tumor stages were confirmed as independent prognostic factors (both P<0.001, Table 4 ). Moreover, the lower pY228-p120-catenin level also showed independent significance in predicting a poorer overall survival (HR=2.684, 95% CI 1.088-6.621, P=0.032). Therefore, clinical data analyses demonstrated a possible antitumor effect of p120-catenin, especially its phosphorylation on Y228, in repressing CAC progression.
P120-Catenin Suppresses CAC Cell Proliferation And Invasion Via Inhibiting RhoA Signaling
Cellular experiments were conducted to analyze the detailed function of p120-catenin in CAC by using SW480 cell model. Overexpressing p120-catenin significantly inhibited the proliferation rate of SW480 cells compared to those transfected with pcDNA3.1 vector ( Figure 3A) . Moreover, the invasion capacity was also impaired by p120-catenin ( Figure 3B ). We therefore tested several well-known tumor progression downstream biomarkers to explore its underlying mechanisms. Western blot assay showed that p120-catenin inhibit the protein expression of snail and c-myc, while increased the E-cadherin level ( Figure 3C and D) . The mRNA levels were also tested by using RT-qPCR strategy, which showed a decreased transcription of snail and c-myc. However, the mRNA level of E-cadherin was not affected by overexpressing p120-catenin, indicating a different crosstalk mechanism ( Figure 3E ).
Of note, immunoprecipitation assay identified the interaction between p120-catenin and RhoA proteins ( Figure 3F) . Interestingly, the immunoprecipitated RhoA showed tiny immunoreactivity towards GTP-RhoA, the active form, implying that the binding between p120-catenin and RhoA may inhibit the activation of RhoA. Consistently, the activation of RhoA and its downstream ROCK1 was inhibited by overexpressing p120-catenin without affecting total RhoA protein expression ( Figure 3F ).
Phosphorylation Of Y228 Enhances The Tumor Suppressive Effects Of P120-Catenin
We also explored the significance of Y228 on the antitumor effects of p120-catenin by generating phosphor-mimic mutant Y228E and phosphor-deficient mutant Y228F. Proliferation assay revealed that Y228E showed more potent effect on suppressing SW480 cell proliferation, while Y228F mutant showed poorer anti-proliferation effect ( Figure 4A) . Similarly, Matrigel-transwell experiments identified the most significant anti-invasion effect of Y228E mutant ( Figure 4B ). Consistent with the proliferation and invasion results, quantitative PCR showed the same prevalence of alterations on snail and c-myc levels ( Figure 4C ). Comparing with wild type (WT) p120-catenin, Y228E inhibited those oncogenic protein expressions while Y228F enhanced their expressions ( Figure 4D ). Moreover, interaction between p120-catenin and RhoA was most tightly in Y228E group, whereas impaired in Y228F group. The E-cadherin level was increased by transfecting Y228E and decreased by transfecting Y228F, indicating that phosphorylation of p120-catenin on Y228 may help maintain E-cadherin protein stability. On the other hand, overexpressing Y228E-p120-catenin further attenuated the activation of RhoA, thus exhibiting antitumor effects.
Src Is An Upstream Kinase Of P120-Catenin Targeting Y228 Site
There have been studies reporting that Src can phosphorylate p120-catenin on Y228 in glioma cells and RWP-1 cells, 22, 23 we were interested to test whether Src can affect Y228 phosphorylation in CAC. The protein level of Src in clinical tumor tissues was tested by IHC ( Figure 5A and B). Relationship between Src and pY228-p120-catenin was analyzed by Chi-square test, which showed a lower pY228 level in the samples with lower Src expression ( Figure 5C , P=0.003). Additionally, we established p120-catenin stable cell line in SW480 cells, then transfected with Src-siRNA or Src-plasmids. The Western blot results revealed a decreased pY228 level in cells silencing Src without affecting total p120-catenin expression. In contrast, overexpressing Src resulted in a higher pY228 level ( Figure 5D ). Therefore, we proposed our hypothesis that phosphorylation of Y228 on p120-catenin enhanced its interaction with RhoA and inhibited its activation, subsequently inhibit the tumor progression of CAC ( Figure 5E ).
Discussion
In the current study, we reported that the phosphorylation on site Y228 of p120-catenin is an independent prognostic factor indicating the better prognosis of CAC patients. Patients with hypophosphorylation level showed unfavorable clinical outcomes compared to those with more Y228E stabilizes the p120-catenin-RhoA interaction while Y228F interrupts this interaction, compared with the wild type. Consistently, the GTP-RhoA and ROCK1 levels were lowest in Y228E group. In contrast, the E-cadherin showed a highest level in Y228E transcription group. *Indicates P<0.05 by One-way ANOVA t test. phosphorylated p120-catenin. Although the total protein expression of p120-catenin showed no significant effect on overall survival of our cohort, its lower expression was correlated with advanced TNM stages, indicating a possibility of p120-catenin to exert a tumor-suppressive role in CAC. Therefore, we performed a series of following experiments to verify whether p120-catenin could inhibit proliferation, invasion and EMT in CAC cells, and tested the underlying mechanisms of how p120-catenin and its phosphorylation regulate the malignant behaviors in vitro. Accumulating evidence showed that tumor metastasis is one of the most important features indicating unfavorable prognosis. 22, 24 Tumor cell metastasis is characterized by decreased cell-cell adhesion and epithelial-mesenchymal transition. E-cadherin is a key suppressor of EMT, a key process for tumor cells to acquire the capability of invasion and migration. The p120-catenin protein has been shown to interact with the cytoplasmic domain of E-cadherin, which helps stabilizing E-cadherin and enhancing cell-cell adhesion. 25 Therefore, dysregulation or decreased expression of p120-catenin is likely to associate to the tumor cell metastasis. In the present study, the protein level of E-cadherin was upregulated in CAC cells transfected with p120-catenin, however, the mRNA level shows no significant alteration. The different pattern between mRNA and protein levels is consistent with previous studies on the effects of p120-catenin on regulating E-cadherin 26 Together, it could be indicated that p120-catenin may exert an inhibitory effect on EMT in CAC by stabilizing E-cadherin. Besides E-cadherin, our data also indicated that p120-catenin could interact with GDP-binded RhoA, subsequently attenuate GDP-GTP exchange on RhoA. Consistently, overexpression of p120-catenin downregulated GTP-RhoA without affecting the total RhoA protein expression. Moreover, the downstream effector of RhoA signaling, such as c-myc and snail 27 were downregulated by p120-catenin transfection. Additionally, by introducing phosphor-mimic and phosphor-deficient mutagenesis, we verified that phosphorylation of Y228 enhances this signaling pathway through stabilizing the p120-catenin-RhoA interaction. The Src kinase has been reported to phosphorylate Y228 of p120-catenin in several cell types. 14, 28, 29 Our results expanded on this kinase-substrate relationship in colon adenocarcinoma SW480 cells, thus evidenced that Src may be one of the upstream kinase of p120 which phosphorylates its Y228 tyrosine, and thus regulate its downstream signaling axis.
There are several limitations of this study. Firstly, the clinical data were collected from only one hospital and cannot avoid regional bias, cooperation between multiple medical centers will help validate our conclusions. Secondly, in vivo experiments using mice models will be invaluable to further verify the effects of p120-catenin and its phosphorylation in CAC. Thirdly, the Src protein is recognized as an oncogenic protein in many cancer types however shows tumor-suppressive potency by phosphorylating p120-catenin according to our results. Therefore, a more systematic study on Src's effects in colon adenocarcinoma is essential to better elucidate its tumor-related roles.
Conclusion
P120-catenin and its phosphorylation on site Y228 play antiproliferation and EMT-suppressive effects in colon adenocarcinoma cells, which is at least partly established via inhibiting RhoA activation and stabilizing E-cadherin. Hypophosphorylation of Y228 on p120-catenin in tumor tissues is associated with poor clinical outcomes of colon adenocarcinoma patients.
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